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Abstract of CM 252441 

The present invention provides an "one strain of carrier cell/one strain of auxiliary virus" method of 
producing recombined adeno-associated virus (AAV). The carrier cell strain is stable generation-passing 
cell strain with integrated redeemable recombined AAV DNA obtained by introducing combined AAV 
carrier plasmid containing exogenous gene expression unit into mammal cell and through 
resistancescreen. The auxiliary virus is recombined HSV-1 virus carrying AAV rep/cap gene. By utilizing 
the whole function auxiliary virus to infect carrier cell strain, a large amount of infective recombined AAV, 
can be produced, so that the present invention may be used in large-scale production of recombined 
AAV. 
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^maav c n+mwmmm&ftirtift 

|,ffilttilftjini*7Vitttlfl AAV DNA 
mifitto *Hd#J***^AAVrep/cap* 

HMmfflHsv-i#t*o flj&ft^ «tMttt*i**& 
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?8prffiTfiSAAV^«te««ft«»^= 



l H VLW* 6 H RtBHft 0 K 



CO 



******* lb *L 



& m ^ £ " * 



tt£d&&ft?SBttffttSMM*ti£«*tt# (rAAV) 

! . **-l*ai«/H**J*" W^*J* rAAV 

2. ffl a -M#tttt/-*£#imSbM*" M#ft*!i&rAAV^#, ^s, 

(a) SfflAAVftfleajllttWjti:: 

(b) £jftf£ttib«#W7*£*n*J*: 

(c) ffl&4m«lffi*«ftfM*i|lltt4*, /"S-rAAVfl*. 

3. itil^Mfi AAV tt#Mtt#A*M4toaijft^£aftttj&»«#«tttt%^^MSffi 

aav ®.w®Mm. 

0. 4^WrAAV^#^#@WSHffl™f^, W*g, 'bJfiLtffls fl»Sfe14^JPlWS@?ejf. 

7. *B*g&#Jg#4, ttttflflft&flf? BHK ffllfe. 

«. ««ft*Jil*4 > tt#ttlft*g[? KB OllgU 293 *Sflfe, HeLa«„ 

9. tm^j5*4, ^*tTittaia*s&AAv«M*Mttft^. 

11. *SjS&flJ^# 4, attSHJ*jneoS@. 

12. »ftfijg#4, ttttSH^hphSH., 

13. ffiffi*Sl*J5*6, AAV ^# rep/cap SElfiA I S***J«*il3!# (HSV-1) IlSt. 

14. ttJgft*JS*6, AAV mm rep/cap *B«A II £**l»g$ffi* (HSV-1) *Bffi*. 

15. ffitg^^ij^* 6, AAV rep/cap SBISA I *#tl«$Jft« (HSV-1 ) UL2 
UL44 ^ . 

16. *gffi&*Jg#6, AAV rep/cap S@SA#.^!lfiSi3S*«*BfflW'(S1nr^ + . 



j*&m&, x#M&m®ftiT®&mmf&#i®i&mik. *£Hj&+Bif*<j98ioi753.3 c* 

m) W 98120033.8 

mmft&J&m (gene delivery system) MlM®^ Wft«&ffl»l>ft*, ^ffiffiSMRf* 
4&*fi**S*tt#<$. ^^IS^##Bg^# (adeno-associated virus, AAV) 

aav m*&-#&&mwb*&mm* mmt&% mm dna« aav mm#i*.m 

3E**6*6*flS* (herpes simplex virus, HSV) fcj#Jg. AAV Jft$£l 

mm&m<&iEfc3LnM%!&&** aav sHfflw*4«^*jw usm w itr mw, mm 
g aav jw^fliw/KscftfflTc^, ffi aav ^#«H*iwgi!c, jtfty, ^mmm^mt^ 
mnmftm* m^ii^zm^R^mmr^mz^mm, w aav dna 

IHtkWr^^Ji^^^W. RepSBMfiQ4 #9(3: Rep78,Rep68,Rep52,Rep40 ( i* AAV 
ftftftj, &#m#jmt&k. CapSE«W3 #^§6, VP1, VP2, VP3, fti/&AAV 

W20 jBfltfUfc. 

Samulski RJ ^ (Cloning of adeno-associated virus into pBR322: rescue of intact virus from the 
recombinant plasmid in human cells, Proc. Natl. Acad. Sci. USA, 79: 2077-2031,1982 ) jHttgIBW 
2X1$ AAV DNA JS|*^ pBR322 flStt+JK&ffi^ flitt* W AAV M^#SHffi*AWl$Mfeo 
Bjftft*rilSg@&i£#®*^ AAV £5*Wffi^ ITR iffl, ffi rep fD cap SSSffiWS^W* 
IftMSK'eSrst&JtHiR, %Kiill^^r«Ell^^h*>BMXfiAUM*#MM« (recombinant 
adeno-associated virus, rAAV),. 



&m rAAv j**£M&8Lmmm#m 293 mm&&mmmma 5 mmmm <Ad5) * 

Sfe. + AAV «#Jf ft. B-^^-lTW AAV rep/cap £BW$»M*£U t±3^ 

aft^*»^«»Sf» rAAv r±M®m$, *&&n*mmtt taav, rx&r 

ffl&Mfoft$W%%&* : ?&& rAAV WJ^^^j*. ii»aatfi»WT^3«S: 1) ft rep/cap 
SH4#9SMaM«f . **Mrta**lW. JM»» rep/cap ftXttJ^SAM&a?&lM. 
m^^ , effi^MSRnri?l^^) ; f » 2) #AAVinuWJtWM^«[*H*iS[#-&DNAiSAJ* 
^#*Bffl+, 3) ft AAV ITRs »*WM*r»*B«fc*& 

DNAS^g±**HlMEBVft#«S#4>. i±ft*IWJ»« 
AAV ttftAttttttfltl*. 4) ft rep/cap *H*AJI#l**B*a+. «Jtia-#JW3S^*l 
«il6W*£l&m »»MltW*a, ^IB**^ rep S&ttASffi* 

ttWWWM#ffl*#** rep/cap SBMSttM^^^' 5) ffl HSV 
rep/capSB< r*£**£A*ttttllM HSV 

ffi rAAV 7 i: ^&±^*iWeCia«P^|Sja*Hbi«WT rAAV WttPtaMTJl;*! 

■f^attSft^r* rAAV #M#8H-*H&S. 
(recombinant adcno-associated virus, rAAV) *fltW4J*55rft» W '*— #*#lBJeV— 

s^wffl^affmia aav asm***/*, ^wmffi aav jft#i?A7&ttftftft£Btt 

M# rAAV JS#«lfttt*'i*fiffljR«ttft*»«! 293 ffl&£ffi*tS&*Pi* (5 

AAV tt^JRttjU pABll AAV rep/cap £Btt«ftg!)/Kft*Il 

pAd8„ Sir+^Sf S^tBJKaiTW*. HJfcA**tft**tt«*«< 

r*«e*fpx^wft*js. &®&&m, «««f5*«i*^*^« 293 n»A!im*j& 



f&i*Btf«1*j36hr~48hr) R*IT«a*iSfe«»***«I rAAV 

rAAV *&aBl&7 «-t*«*MI»/---llMlMMl#" W£r*«. 

T AAV ft« rep/cap SHMSffl HSV-1 ft* (HSVl-rc) iMMI^tt^TSffi AAV DNA 
W^iffliU*. J^JdSEWMfTO^tWrAAV**. HSVl-rc ftfttirHltt&tt rAAV ft 

ttjyf^iiMWtiM hsv-i r* a^aii»**aif£ai*i 

Bflft*ftl Ad5 UK HSV-1 rep/cap «@&9*M&***H pA4l Oft. t*&»i4Al;ffi AAV 

MtllfttAlfl AAV DNA *«^ma AAV ffctt*8IH&#o AAV 

amsHffl'f »^*-&T-^BR^^»jntt*«a aav dna, jt+« aav ft*wM>h 
iTRfrflm?%tmmm®%.&%®.< mmm&m*M&&fe® : ? (^hcmvie 

m=f, SV40 pMSi89S«?> WW**?, fcft&^^^^X » 

irmm. mRNA injam^ffl/fc, s.okb. 

ffi rHSV-rc MMftttflcflMMfctt, HSVl-rc ft*afcAS«fl6;g& DNA 
ifftl*. HSVl-rc ft* DNA ftftlttMttttl rup/oap £H#|S|#«f&>J, WHB;*£*8WM 
rep/cap II. rep *B«W/*£ 4 # Rep£6 CRi>p78, Rep6S, Rep52, Rep40), fclffl AAV ft 

# dna mmmmmmm&xxmmmmxtmim® aav cap »s« 

***r*4 rAAV AAV ft*£ HSV-1 **M&ft*tt*5tT«»tt« 

jftipiiaiwaa+^tttt. *nz&&? »±m aav itr* zm%. re P / C a P s 

S, «Btlft*£»ffe3l!W HSV-1, M**W*npA»P«B»Aia*«l«# HSV-1 . 

«iwMr3£4*iiHi*fi8tfj»a hsv-i ft* rHsvi-rc, aav m itrs R^mmnmm^.^ 
mmmwmmm^m. m rHsvi- re $*fc^«#^«&*^*&#ifl taav mmrmm 

*3tlliB»*.*-*W*#T?r««^lf^H HSV-1 AAV ?*£$$ffii£ftt rAAV 

ffl BHKffljfi^^^aifiBtrAAV*!*^^^ 10 4 ~ 5 particles rAAV/celL 
rAAV ft*tt**£i*# 4 a) HSVl-rc $*«**£;*<. 

BHK fBJ»tf#fc»iHliJ:*«*#, *«ft»*j»»at4W»*5£, 

±ft^J&*lP#S**ftW«&tt^ HSVl-rc ft*. ±»+ HSVl-rc ft#^eJi££iJ 10 7 
pfu/ml; Klk^MftlM^riVSI 10 a pfu/ml HSVl-rc ft*. ttfcftMft*$K&a:ffi«»S'Cfl»* 
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•eK*«*n«iftWtt««>36r*« o m hsvi-tc m*sj«im«t#M&. a***^^ 
jpbs/s. mmmmmm^mm^mm, taav d) taav mmmm 

AAV rep/cap *H&<J*& HSV-1 *S*HSVl-rc SI«S»fll AAV 
£#M£^&Jfc#fi<J&&. HSVl^*«tt«l**»*ffl*«+B**l 98120033.8 
+ B*ift«. HSVLrc Wr*£££ttHSVl*#£*B*a#fiR 5 ^*>t& (Jt*J»^flc»* 
PA£4<M-**$ttJ!S# (Set C*&*&, 'S^c«6,cosl4 > cos28 jCO s48 ) cos56) S^lft 
ftWSffli±£afl<l. fiT5fe. ffl#*Hffl DNA AAV-2 «*W rep/cap SHffiA^^-^ 

HSV-1 SBffl*, #J$flSAcos6WHSVlUL2*@*mt$cos6-rcAUL2 ; PA cos56 
M HSVl UL44 cos56-rcAUL44o rep/cap *fflffiA HSV-1 SH^W^E 

ftf. ±3*aa**»ff*4«*«. «HSAT rcp/cap WSMflite DNA Jfti&ft** 4 +*j 
tt DNA -flffl Pac I Rti) ($TW*fc#asafS#>. fflfl^ftttttttttKtttt DNA, fflUMl* 

#«*Kfc»»#i^jw*s bhk-21 annusae** hsvi MMft«*MtiiiA>t>. 5-7 
^»A*aMam*ftMftK. *■» 5 hsvi jtRtii<t<x£PHni^T|i 
hsvk ^sjiisa^ttaEat^ftt*, m^ffl pcr rep sa^o cap # 

rAAV WJ*»6. mm%%\mttWX)ffiA7 rep/cap HSVI 
(HSVl-rc). WIHIttHSVl.icflWfW*aWl5ft, IUfiHEJt«~tt. 

»^Sffl aav ttf*^^aJ6*BP*#ttHiM!EWit5:s aav dna (aav 

itrs &««w»jif*H*ss*ffi) w«ttffl*«#36rj***'e»jft^fe#Afflfl&+. 
mwmm&m G4is jftm««#jKttflMAii. #^&#jm«jj&#rA#^, w^aj^ 

HSVl-rc «|*F»^A«t rAAV M*fKlf|*#ftMBI|E, &#«B neo «T 

ffififfl AAV *ft/R«LL, ftT AAV ITRs ^««ffi#i^WJ««#Sg±, neo ifeBTWS^- 
>Nft*fc*q P SV2neo±, AAVttMtt^rttftflft. 

BHK-21 fBl&£-ttl!UfrWrAAV gftglifett 293 gfljjfiU KB 



mmmm Hsvi- rc &®mmsiftWtormm&, mfr&rm*. rAA\mmr^nm, 

AAV fan® rep/cap *HBT««Il#* HSVl-rc ftJMffiftttaff*JK> 8t«*7iJ£M AAV 
HSVl-rc lM&'f'&ffittrift£4MHI , && DH5 a /cos6-rcAUL2 ft DH5 a /cos56- 

rcAuu4, immm&T 1998 ^ 9 ^ 24 b##^ ^a#^«^*^^^#ia^tit^, 

«iBAfflH»*fl-SI* CGMCCNo.0361-1 ft CGMCC No. 0360-2. 

£*«! l GFP WSffl AAV ttftjgttftttjg 

1 ) pSNAV-l/GFP Mfflm 

GFP (^fe^^fcSfi) £@#?S7 pGrocai Untem-1 (GIBCO BRJL, # 10642-015). ilffl 
& AAV tti^Att pSNAV-1 ( + ). 

ffl Not I pGreen Lantern- 1 ®*$t DNA, GFP Jtft, If A pcDNA2.1 JffittCIovitrogen 
&SJ) $5t$pcDNA2.1/GFP(+/-). ttGFFM#ffl5T7/Hb?#fiti&ti 

*ffl««*^ApcDNA2.1/OFP(-). fflBcoRHBXhoi*»'ejpcDNA2.1/GFP(-), HJ&GFP 
tfS, SApSNAV-lfKjEcoR I ft Sal Hfcjft«fr, pSMAV-l/GFP. «*ttttR&SttT 

7C#: ITR-CMV-GFP-SV40 polyA-ITR-SV40 St)7-neo-polyA-amp R -E.coli ori.. 

2) pSNAV-2/GFP M^it 

GFP (Sfi&ftgG) SH*«T pGnsen Lantern-1 (GIBCO BRL, # 10642-015). ill 
fflAAV«i*l8ttpSNAV.2^**|tJJt ( + B**J*W^: ). 

AJ Kpn I ft Xho I >S.B*-K? pcDNA2. 1/GFP(-), gift GFP tfft, Jg A pSNAV-2 (Kj Kpn I ft 



Sal HfcjS + . ttitj* pSNAV-2/GFP. i*JK«tt»-S«WT7C#s ITR-CMV-GFP-SV40 polyA- 
SV40 ^^tf^-neo-polyA-ITR-amp^E.coliori.. 

i£JK*fc^i pSNAV-l/GFP W^S^RIi.tta^. £ pSNAV-l/GFP t. neo g@B<J«&#.te 
ft^i^MTRimtrti MpSNAV-2/GFP*. neo SHW*&#«^ ITR frmMZtK 

%mm 2 aav-gfp M*tt*«i**M*£ 

mm pSNAV-l/GFP *R pSNAV-2/GFP BHK MMfij£#J»Ml!l W* AAV-GFP 

fl«tt#ttM* BHK/pSNAV-1/GFP m BHK/pSNAV-2/GFP, 

BHK iRMmS lO%B*lkMM RPMI1640 37"CJ£^o ft pSNAV-l/GFP # 

pSNAV-2/GFP Jfttfcg-ftjffiflgAft lipofcctamine (GIBCO BRL) BHK 3Bfl&, 24hr Jg${fc, 
1:2-5 ftft. in G418 800Mg/ml 10 %JS^^Jft« AlK&m&lt. SM&ttfi* 

&Sbtt«MMft* HSVl-rc $&#ft£|£tt*gfl8, ttN£*MM*iHAl*IS7H&a$^£S& 
AAV-GFP ##J«j£fi& MV-GFP **i£fcBfi£fi AAV MNAffiftftllJHltt 

AAV-GFP #!#*#*88&«. ffe«#31l&# BHK/pSNAV-l/GFP €^tii*fi<3Sffl AAV Jpf 
*S!tt + M*H«DNA ifctt 1600m, *W«ITR«^«W CMV-GFP-SV40 polyA « 

j£. M&ttttJHAtt BHK/pSNAV-2/GFP AAV J*#j$*5*fttSIS£i DNA (* 

tt) -fc^J 3700nt, &R4$ ITR #£NM CMV-in1ron-GFP-SV40 polyA-SV40 promoter-neo-polyA 

*m^J3 *j#s<a AAV-GFP ^# 

10%Jft*JfiltffA<J RPM11640 3TC%mMo ft 5 X 10 6 $t#*Sji! BHK/pSNAV- 

1/GFP l5-cm«fJHt«+,37'C 5 %C02 JMWftJI»4lk.jta£:tttt*flbftft HSVl-rc lml 

(mot = 0.5-1), ISPftlhro ifl^ 2%Jfe3=jfitf|ftj RPMI1640 #f#$M 30ml/ig#&„ 37°Ci£# 
36~48hr 0 i&*±S#±»ft*fflE, 4 ft«i!jW!<flJ}&, ffi 1500ipm ff/fr lOmin, ft±». 56 

TDiJtSMMMK*. ffiftlH^tt&*ttrAAV.GFPM«, fttt«#j£A<fr*i!tt. *TPBSigtt 
^igtfTl^4fe. ft^-f 4-C^in5%t«aE^««ff^-70'Co 
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